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Sew materials arc ihelr.use * n -•''•e oreoaratton of b1cccmsa:1b!e surrace 

The present invention relates to new materials having 
improved biccompatibility and may be applied to or fora a 
surface having improved biocompatibiiity . The materials 
have novel zwitterionic groups which are found to be less 
thrombogenic than existing materials, though having 
relatively high levels of platelet adhesion. 

Materials used in medical devices where ceil growth on 
the surface is - desired, for example in cardiovascular 
stents and vascular grafts ideally must allow for the ready 
attachment of endothelial cells. As the mechanism of cell 
attachment and platelet adhesion are similar, it would be 
ideal if such a material did not activate platelets. Thus 
platelet adhesion without platelet activation would be a 
suitable combination of properties to ensure that thrombus 
formation does not occur, but endothelial cell growth is 
supported. With such a combination of properties, new 
devices which are currently impractical, such as small 
diameter vascular grafts, will become feasible. 

It is known to reduce platelet activation by mimicking 
the surface of a red blood cell by coating a surface with 
phosphoryl choline zwitterionic groups. Various ways of 
introducing such groups at the surfaces of substrates are 
described in our earlier patent publications EP-A-0032622 , 

EP-A-0157469, WO-A-9207853 , WO-A-9113639 , WO-A-9301221 and 
WO-A-9315775 and WO-A-9207885. In WO-A-9416743 

(unpublished at the priority date of the present invention) 
various types of zwitterionic groups other than phosphoryl 
choline groups are described. For instance the 

trimethylammonium cation is replaced by various groups, 
including pyridinium groups. In other types of compound 
described in that document, the chain joining a phosphate 
ester and a quaternary nitrogen atom is increased in length 
o- is an arylene group including heteroary lene . Further 
zwitterionic groups are also described in our earlier 
patent publication WO-A-9416749 (which was not published at 
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the priority date of the present invention) . One 
exemplified compound disclosed in wo-A-9416748 has a 
triphenylphosphonium group as the cation of the zwitterion 
(the priority date for that specific compound is the sane 
as in the present application). The present inventors 
have discovered that the triphenylphosphonium derivative 
appears to provide reduced platelet activation, but without 
reducing platelet adhesion. This is thought to be a result 
of the cation having at least one aryl group as a 
monovalent substituent and the present invention is based 

on that discovery. 

in the present invention there is provided a surface 
having pendant zwitter ionic groups in which the atom 
carrying the cationic charge has at least one 
monofunctional (or monovalent) (that is one of the 
substituents at that atom other than the substituent which 
joins the atoms to the anionic group and/or the surface) 
substituent which is an aryl, heteroaryl or aralkyl group. 

In the invention the pendant zwitterionic groups can 
be represented by the formula (I) 

-YWZ, (I) 
in which ' one of Y and Z is a cationic moiety having the 
defined aryl substituent, and the other of Y and Z is an 
anionic moiety and in which W is an alkylene (including 
cycloalkylene and cycloalkyl alkylene), arylene, 
heteroarylene and alkarylene, in which any alkylene chain, 
including cycloalkylene, may be interrupted by one or more 
oxygen atoms, and any of which groups may be unsubstituted 
or substituted by nonionic non-interfering substituents. 

Preferably the cationic moiety is positioned further 
from the surface than the anionic moiety, that is Z 
reDresents the cationic moiety. 

Preferably the zwitterionic group has the formula II: 

R 

B — W — A 11 

•v„ 

in which B is a divalent anionic moiety, 
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W is as defined above, 

A is a nitrogen atom, a phosphorus atom or a sulphur 

atom, 

n is 1 when A is sulphur and 
5 n is 2 when A is nitrogen or phosphorus, 

r is an aryi, heteroaryl or alkaryi group preferably 

aryl, usually phenyl, 

and the or each R 1 is • independently selected from 
aryl, heteroaryl, aralkyl and alkyl groups and hydrogen 
10 atoms. Preferably each R 1 is other than a hydrogen atom 
more preferably each is aryl, usually phenyl. 

Preferably the group W separates the anionic and 
cationic moieties by a chain including at least 2 carbon 
atoms, preferably at: least 5 carbon atoms and up to 20, 
15 more . preferably up to 10 carbon atoms. The group W 
therefore preferably includes an alkylene group comprising 
at least 6, for instance at least 7, carbon atoms 
separating the ionic moieties. The group W is, preferably, 
alkylene of 5 or more, preferably at least 6, for instance 
20 at least 7 carbon atoms optionally containing one or more 
ethylenically unsaturated double or triple bonds or oxygen 
atoms,' arylene, alkarylene, aralkylene, alkylene 
aralkylene, cycloalkylene, alkylene cycloalkylene, 
cycloalkylalkylene or alkylene cycloalkylene, most 
25 preferably alkylene, optionally containing one or more 
fluorine substituents and/or one or more functional groups. 
Preferably the group B in the general formula II is 

III: 

O 

30 _ x 1 - p - x 2 - m ' 
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O 
e 



in which X 1 and X 2 are independently selected from a 
bond, -0-, -NH- and -S-. The group B is thus a phosphate 
ester group or a phosphate ester group in which one or both 
the oxygen atoms is replaced. Preferably the group B is a 
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phosphate ester grcup, that is a group in which both X and 

X 2 are oxygen atoms. 

The group -YWZ nay be part of a conjugated di-yne of 

the general formula VI: 

CH 2 -Y-W-Z 

CH-O-R 3 VI 



CH,-C— R 

in which at least one of R and R* is an acyl residue of a 
fatty acid having a conjugated di-yne group. Preferably 
both R 3 and R 4 are such groups and are preferably the sane. 
Where only one of R 3 and R 4 is comprises a conjugated di- 
yne, the other is preferably a O v24 , preferably C 8 . 20 alkyl 
15 group. The groups R 3 and R 4 are suitably represented by the 
groups B 2 and B 3 , respectively, specified in our earlier 
patent publication EP-A-0, 032 , 622 , the content of which is 
incorporated herein by reference. In particular the novel 
surface of the present invention may be provided by coating 
20 a surface with compounds of the formula VI and, preferably, 
subsequently polymerising the compound in situ to form a 
crosslinked polyraer containing repeat units analogous to 
those specified in EP-A-0, 032 , 622 . 

■ : Alternatively the group -YWZ may be part ^ of a 
25 glyceride having the formula VI in which R 3 and R" each 
represent C s . 2; alkyl or alkanoyl groups, in which the alkyl 
groups are usually straight chain alkyl. Such compounds 
may be coated onto hydrophobic substrate surfaces and 
retained by physisorption. Such methods are described in 
30 our copending application, no. WO-A-92/06719 , the content 
of which is incorporated herein by reference. 

Alternatively the zvitterionic group at the surface 
may be provided by coating and reacting the surface with a 
compound of the formula IV: 

R z _ Y — W — Z IV 
in which R 2 represents a group which reacts with or 
adsorbs onto the surface or reacts with a substrate polymer 
which can be coated onto the surface or which can 
polymerise .or is a polymer residue. The substrate 
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generally comprises a polymer material, so that a reactive 
grouo R Z includes a group which reacts with moieties on the 
substrate surface. The group at the polymer surf ace which 
reac-s with the compound of the formula IV is generally a 
hydroxvl grouo, an amine .group or a carboxylic acid group 
(-COOH*). Where the polymer substrate has no such groups, 
it may be activated in an initial step, by known etching or 
derWatising techniques such as grafting, which introduce, 
hydroxy!, carboxylic or primary or secondary amino groups 
on the surface (see for example "Chemical Reactions of 
Pollers", Ed EM Fettes (1964), Interscience Publishers, 
London) . Suitable reactive groups as R are described in 
our earlier patent publications' nos. WO-A-91/06020, WO-A- 
91/13639, WO-A-92/07853, EP-A-0, 157.469 and WO-A-93/05081, 
the contents of which are herein incorporated by reference. 
Particularly preferred reactive groups are activated amine 
groups such as are described in WO-A-9207858 and moieties 
Lch have the leaving groups discussed in wo-A-9113639. 

The zwitter ionic group may, as an alternative to being 
attached to the surface using a relatively small, low 
molecular weight reagent such as such classes of compound 
of the formula IV, be applied to a substrate as a coating 
m aterial including a polymeric compound having pendant 
zwitterionic groups. A poller having zwitterionic pendant 
groups may, for instance, comprise residues o. a 
polymerisable compound containing a zwitterionic group 
The polymer may be a homopolymer or copolymer of 
polymerize corap ound containing the zwitterionic group. 
A ^natively a polymeric compound containing such groups 
ma y be a polymer onto which the zwitterionic groups YWZ 
Tave been reacted, for instance using reactive groups of 

the type specified for R> ^ fae condensati on 

Such polymers may, for example, 
• polymers such as polyesters, polyurethanes 
35 ethylenically unsaturated compounds, such Y 

poly (alk) aery lates, for . examples polyacrylat 

poiyiax i i or polyvinyl polymers. 

polymethacrylates, polystyrenes or v 
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Specific examples of polymers containing zwitter ionic 
groups used in the present invention -are polyurethanes, for 
instance as described in our earlier patent publication no. 
WO-A-36/02933, polyesters such as described in our earlier 
patent publication WO-A-33/00956 or, preferably, acrylate 
polymers such as described in WO-A-93/01221, the content of 
which are all incorporated herein by reference. Coating of 
substrates with grafted polymers is described in our 
earlier application WO-A-93/15775, which describes also 
reaction of zwitterionic groups onto preformed polymers, 
especially naturally derived polymers or derivatives 
thereof, such as cellulosic polymers, and the content of 
that specification is incorporated herein by reference. 
Other polymers onto which zwitterionic groups have been 
reacted by the free radical graft polymerisation of an 
ethylenically unsaturated compound containing zwitterionic 
groups, is described in .our earlier application no. WO-A- 
93/05081, the content of which is incorporated herein by 
reference. 

20 As an alternative to providing the pendant 

zwitterionic groups at the surface by coating a preformed 
substrate, as described above, the zwitterionic groups may 
be present in the bulk of the material forming the 
substrate. The zwitterionic group may be present as a 
raoiety of a lipid-like plasticiser molecule, for instance 
analogous to the products described in our earlier 
application no. WO-A-37/02684 , the content of which is 
incorporated herein by reference. Alternatively the 
zwitterionic group may be a pendant group of a polymer. 
The polymer may be a polyur ethane or a polyester, of the 
sane type, though solid, as those described above as 
suitable for providing coatings. Preferably the 
formed fro. - ethylenically unsaturated polymensable 
compounds, such . as polyolefins or, preferably, 
poly(alK)acrylates. Such polymers are t^**™™ 
earlier patent publication no. WO-A-92/07885, the content 
of which is incorporated herein by reference. Such 
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polymers may, for instance, comprise the residues of one or 
more diluent copolymerisable coraonomers. The polymers may, 
further, be crosslinked, by incorporation of polyf unctionai 
ethyienically unsaturated monomers which become 
5 incorporated into the polymer chains upon free radical 

polymerisation. 

The surface of the present invention may comprise 
pendant groups of the formula IV in which R 2 has the 
formula VII 
10 R 5 



30 



40 



i 7 

15 I 

in which R S is hydrogen, alkyl of 1-12 carbon atoms, 

preferably 1-4 carbon atoms, which is unsubstituted or 

substituted by a group capable of reacting with a hydroxy! , 
20 amino or carboxyl group, or with a biologically active 

compound, or R 5 is a polymerisable, preferably 

ethyienically unsaturated group, 

R 4 and R 7 are the same or different and are each 

selected from methylene or carbonyl groups, and through at 
25 least one of which the zwitterionic group is bound to the 

surface . 

Preferably each of R 6 and R 7 is methylene, and is 
preferably bound to an oxygen atom. 

The present invention provides further novel compounds 
of the formula IV in which R 2 is a moiety of the formula 
VII, in which R 4 and R 7 are identical and are attached to 
identical groups, especially groups of the formula VIII 

R 5 



3 5 R — C— CH 2 — Y— W— Z 



8 /- r"jr _V_LJ_7 VIII 



R 8 



in which the' groups R ! are selected from any of the 
possible meanings of the group (R Z -Y-) defined in our co- 
pending application no. WO-A-9416748, the content of which 
is incorporated herein by reference. 
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Preferably each R S represents r' -E- where E is a 
valence bond or a linking group selected from 

O- -S- -NH-,' -OC(O)-, -C(0)-0-, -SC(O)-, -C(0)-S-, 
->IHC(0)-,' -C(0)-NH-, -CC(0)0-, -SC(0)0-, -NHC<0)0-. 
-OC(0)S- ; -SC(0)S-, -NHC(0)S-, -OC(0)NH-, -SC(0)NH- and - 
N«C(0)NH- and R' is hydrogen, alkyl, alkenyl or alkynyi of 
uo to 25 carbon atoms, optionally containing one or more 
ethe-ic oxygen atoms and unsubstituted or substituted by. 
one or more fluorine atoms and/or functional groups capable 
of reacting to provide covalent attachment to a surface 
and/or polyraerisable groups. 

Most preferably E is -0- and R is a linear C 8 . 24 alkyl 
grouo or linear C 8 . 24 alkanoyl group. 

* The zwitterionic group may be a moiety on an analogue 
15 of a phospholipid, especially a fatty acid diester or 
diether of the formula VI, in which R and R represent 
saturated and unsaturated ester or ether residues derxved 
from fatty acids or is a diester or diether of the formula 
VIII in which the groups R 8 represent saturated or 
unsaturated ester or ether residues derived from fatty 
acids. /Preferably the fatty acid residues are straight 
chain and contain from 12-20 carbon atoms. Such compounds 
;aav be used to coat hydrophobic substrates such as PVC, 
oolyethylene or polypropylene by application of a solution 
In an organic solvent, followed by drying, as described xn 
our co-pending application no. WO-A-92/06719 , the content 
of which is incorporated herein by reference. 
Alternatively the phospholipid analogue may be incorporated 
by blending with a polymer compound, especially a 
ther^oolastic polymer, when it behaves a simple external 
olasti'ciser, as described in our co-pending applxcatxon no. 
WO-A-37/02684, the content of which is incorporated herexn 
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Phospholipid analogues of the formula VI xn which R 
and R 4 represent saturated or unsaturated acyl or alkyl 

,-^Hv C straight chain alkyl are novel 
groups, especially c 12 . 20 suaiy» 

compounds. 
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The present invention provides also novel compounds of 
the formula IV, in the which the group R 2 represents- a 
moiety having a reactive group capable of reacting with 
hydroxy 1, amine or carboxylic acid groups. Such compounds 
5 are described above as. reactants for derivatising a 
substrate surface. 

The present invention provides also novel compounds of 
the formula IV in which the group R 2 is a 'polymerisable 
group. The group R 2 may be a difunctional moiety capable 

10 of reacting in a condensation polymerisation process, for 
instance to form a polyurethane, polyester or polyamide. 
The functionalities may be selected from carboxylic acid, 
hydroxy 1, amino or isocyanate. Alternatively the 
polymerisable moiety R may comprise a free radical 

15 polymerisable ethylenically unsaturated group, preferably 
a styrene, vinyl or (alk) acrylate moiety. Such compounds 
may be used to form addition homo or copolymers, as 
described above. Alternatively . the ethylenically 

unsaturated moiety of R may be graft polymerised onto a 

20 substrate to form the surface having zwitter ionic groups. 
A particularly preferred class of compounds has the general 
formula IX: 

R 10 O 
I II 

25 CH 2 =C -C-G-Y-W-Z IX 

in which R 10 is hydrogen or C 1-4 alkyl, preferably methyl, 
and G is -O-R 12 or -N(R U )-R 12 - in which R 11 is hydrogen, C,. ; 
alkyl or R 12 -Y-W-Z and R 12 is C^^ alkylene, preferably C 2 . 6 
alkylene. 

30 The present invention provides polymers, including 

homo and copolymers, of any such polymerisable compounds. 
An especially preferred class of polymer compounds 
comprises copolymers with copolymerisable monomer which 
provides a pendant group capable of providing stable 

35 binding of the copolymer to a surface. The binding may be 
by covalent bond formed after coating of the preformed 
copolymer on to the surface, or by counter ionic bonding 
between oppositely charged groups on the polymer and on the 
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surface. Preferably the bonding is by hydrophobic 
interaction between .a non polar, usually C 3 . 24 alkyl chain 
on the polymer and a hydrophobic surface. Especially 
preferred copolymers are of the zwitterionic (alk) acrylate 
5 monomer of the formula IX above and C s . 20 -alkyl 
(alk) acrylate monomer. 

The present invention comprises especially novel 
compounds of any of the above classes in which the group W 
separates the anionic and cationic moieties by a chain 
10 including at least 2 carbon atoms, preferably at least 5 
carbon atoms and up to 20, more preferably up to 10 carbon 
atoms. The group W therefore preferably includes an 
alkylene group comprising at least 6, for instance at least 
7 carbon atoms separating the ionic moieties. The group W 
15 is, preferably, alkylene of 5 or more, preferably at least 
6, for instance at least 7 carbon atoms optionally 
containing one or more ethylenically unsaturated double or 
triple bonds or oxygen atoms, arylene, alkarylene, 
aralkylene, alkylene aralkylene, cycloalkylene, alkylene 
20 cycloalkylene, cycloalkylalky lene or alkylene 
cycloalkylene, most preferably alkylene, optionally 
containing one or more fluorine substituents and/or one or 
more functional groups. 

The invention provides further the use of compounds 
25 containing zwitterionic groups -YWZ in improving the 
biocompatibility and/or hydrophilicity (including 
lubricity) of a surface. It relates to a method of 
improving the biocompatibility and/ or hydrophilicity of a 
surface by providing a surface having such pendant 

30 zwitterionic groups. 

In the new use, a substrate is coated with a 
composition comprising a compound having a zwitterionic 
group -YWZ, so as to provide a surface having pendant 
zwitterionic groups YWZ. In the method the properties of 

3 5 the substrate are improved by reducing platelet activation, 
whilst platelet adhesion is substantially unaffected. 
Platelet adhesion may be increased or may be reduced to a 
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small extent, for instance by less than 50% , more 
preferably by less than 20% cr less than 10%. 

The tests for platelet adhesion and activation are 
described below. The platelet activation is preferably 
5 reduced by the method of the invention by at least . 50%, . 
creferabiv bv at least 75%, by the provision, of 

zwitterionic groups. 

An alternative test for determining the effectiveness . 
of the method of the present invention in reducing platelet 
10 activation is the determination of Factor XII activation. 
The test is described by E J Campbell, V O'Byrne, P W 
Stratford, I H Quirk, T A Vick, M C Wiles,, and Y P Yianni 
in "Biocompatibles Studies using Methacrylolyiphosphoryl- 
choline Lauryl Methacrylate Copolymer", J Amer. Soc. 
15 Artificial Internal Organs, 1994, vol 40, No- 3, pM853-M857 
and described below. The method of the present invention 
preferably reduces activated Factor XII in plasma by at 
least 50%, preferably at least 75% and sometimes as much as 
90%, as compared to the amount of activated Factor XII 
20 produced in the presence of the untreated substrate. This 
test demonstrates the properties of the zwitterionic groups 
in.. reducing contact activation, a component of the 
intrinsic pathway of the coagulation cascade. 

Substrates treated by the method of the present 
25 invention, as well as components having the specified 
surfaces may be used in a range of products where it is 
desired that cells are attached to the surface but 
thrombosis does not occur. The products are therefore 
preferably used in a blood or blood cell containing 
3 0 environments, especially on devices to be inserted, 
especially implanted, in the human or animal, body, 
especially those implanted for an extended period of time, 
especially a week or more, for instance permanently. The 
invention is of particular value for vascular grafts and 
35 cardiovascular stents, especially relatively small diameter 
components of those types, or for wound-treatment products, 
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where it is desired for epithelial or other anchorage- 
dependent ceils to grow. 

The present invention is illustrated in the 
accompanying examples: 
5 Test Methods 

Platelet activation test 

Blood was collected from a healthy adult volunteer 
using the double syringe method where the first 5ml of 
blood is discarded. The blood was collected into tri- 

10 sodium citrate (32g/l) in the proportion of 9 volumes to 
1 volume citrate in plastic tubes. The samples were kept 
at room temperature on a spiral inixer until used. 

Samples of polyethylene ribbon were treated with 
sample compound as described below and untreated 

15 polyethylene ribbon were used as controls. 

Half of the test samples were incubated with citrated 
blood (200^1) and the re'mainder were incubated with EDTA- 
treated blood on a phase shaker for 30 minutes before 
washing in PBS four times. Platelet adhesion was measured 

20 in a manner similar to that described above for fibrinogen 
that is" using enzyme immunoassay, using monoclonal 
antibodies to GPIb (cf Sheppeck RA et al, . Blood (1991) 
73:673 - 630). Platelet activation was measured in a 
manner similar to that described above for detection of 

25 proteins by enzyme immunoassay using monoclonal antibodies 
against P-selectin (GMP140) to detect the presence of this 
platelet activation marker on the surface of biomaterials. 
In the presence of EDTA, which extracts calcium from inside 
platelets, activation is inhibited, so that incubation with 

3 0 EDTA-treated blood acts as a non-specific control for 
activation, obviating the need for incubation in non- 
specific antibody. 
Fibrinogen adsorption 

The assay .determines adsorption of human fibrinogen at 

35 a surface. This protein is representative of protein which 
is typically adsorbed at a surface. The assay can be 
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readilv modified to determine the adsorption of other 
croteins. 

Polyethylene tubing vas coated with a sample and human 
oiasma (5 mi) was pumped through the tubing using a Watson- 
Mariow nulti-head peristaltic pump (lowest setting). The 
tubing was then washed by pumping through phosphate 
buffered saline (?3S) (x2) . A solution containing 
antibodies' specific to human fibrinogen (5 ml) was then 
pumped through followed by a further wash of PBS (x2) . A 
conjugate of horseradish peroxidase and a second antibody 
specific to the first f ibrinogen-specif ic antibody (5 ml) 
was passed through followed by a further wash of PBS (x2) . 
o-Phenylenediamine in phosphate-citrate buffer (5 ml) , (0.8 
mg/ml) was passed through and the absorption at 450 run was 
read using a microplate reader. 

Results are calculated as the percentage reduction in 
absorption at 450 nm compared to an untreated sample of 
polyethylene tubing. As a control for non-specific 
binding of antibody to the samples each sample was also 
incubated with non-specific antibody. 
Plat elet-, adhesion by scann ing electron microscopy 

Samples were incubated in citrated blood, (9:1 32g/L) , 
for 30 minutes at ambient temperature. Samples were then 
washed in phosphate buffered saline (PBS) and fixed with 2% 
glutaraldehyde in PBS for 15 minutes. Samples were then 
dehydrated using serial dilutions of alcohol (50-100%) and 
air dried. Samples were sputtered with gold and scanned in 
a S100 Scanning electron microscope. The micrographs show 
the presence and shape of platelets. From the 

characteristics shapes of activated and non-activated 
platelets, the extent of activation, if any, can be 
determined. 

? a ^nr XTT Cont act Activation Test 

Contact activation of citrated fresh frozen plasma 
(FFP) by a compound under test onto a surface was 
determined using a commercially available activated Factor 
XII (FXIIa) kit produced by Shield Diagnostics (Dundee, 
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Scotland) . 7 mm x 7 mm square samples of material were 
incubated in 250^1- ???, in a haemocorapatible material 
coated microtiter plate, for 60 min. 100 ^1 samples from 
each test well then were added to the precoated assay wells 
and . incubated at ambient temperature for 60 min. Plasma 
samples were decanted and well washed four times using 
borate buffer. One hundred microliters Shield sheep anti- 
human FXIIa alkaline phosphatase labelled conjugate, in 
Tris buffer with a protein stabiliser, then was added to 
each test: well. The plate was then incubated at ambient 
temperature for 60 mns and again washed 4 times with borate 
buffer and the plate blotted. One hundred microliters 
phenolphthalein monophosphate (PMP) solution, with Mg 
enzyme cof actor, was added to each well and incubated for 
10 min. Finally l 0 0 m 1 sodium 

hydroxide / ethy leriediaminetetr aacetic acid ( EDTA) in 
carbonate buffer (pH > 10) was added to stop the reaction. 
The wells were read in a microplate reader at 550nm, and 
absorbances compared with standard solutions of FXIIa 
supplied to calculate the amount of activated FXII present. 
The background level of plasma FXIIa was subtracted from 
these results to determine activation caused by the 

surface. 
Example 1 

? 



Cl-P-Cl + Br-(CH 6 ) 6 -OH 



Br-(CH 2 ) 6 0-P-Cl 



CI 



OH 




CI 

(CH 2 ) 15 CH 3 
(CH 2 ), s CHj 



35 



40 



O 

II 

Br-(CH 2 ) 6 -0-P 



OH 




(CH 2 ) , S CH 3 
(CH 2 ) 15 CH 3 



1 (Ph) 3 P 
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/^>-?*-(CH,) 5 -<>-?^n v ^->-(CK 2 ) 1S CK 3 

I ! 




5 ' <>i 0 N -0-(CH 2 ),jCH J 

6-3rdmohexan-l-oi was added drcpwise to phosphorusoxy 
chloride (equimolar) in dichlorcraethane over 30 minutes 
10 under nitrogen. The mixture was stirred at room 
temperature under nitrogen for 16 hours. The mixture was 
evaporated, dried under vacuum, then distilled under 
vacuum, to give the pure 6-bromohexyldichlorophosphate 
comDound. Triethylamine and dichlorophosphate (equimolar) 
15 were added dropwise over 2 minutes under nitrogen to 1,3- 
dihexadecyloxy-2-(hydroxymethyl)-2-methyl propane (0.3 x 
molar amount of dichlorophosphate) in dry diethyl ether. 
The mixture was heated at 60°C under nitrogen for 16 hours 
before triethylamine (£.ame molar amount as 
20 dichlorophosphate) and water were added and heating 
maintained for a further two hours. After cooling, the 
aqueous layer was removed and the residue evaporated to 
dryness and azeotroped with benzene (x 3) . The residue was 
dissolved' in diethylether, filtered and evaporated to give 
25 a crude product, which was at least partially purified by 
silica gel chromatography using chlorof ora:methanol : 25% 
ammonia (690 : 27 0 : 64 ) . Triphenylphosphine was added to the 
intermediate thus prepared in dry chloroform. The mixture 
was heated at 60 »C for 16 hours before it was cooled and 
30 the solvents evaporated under reduced pressure. The 
residue was purified by silica gel chromatography, elusing 
with chloroform: methanol (3:1) to chloroform: methanol: water 
(65:25:4) . Fractions containing the desired compound were 
combined and evaporated under reduced pressure to give the 
35 desired final, compound. 

The compound was coated onto polyethylene strips from 
an ethanolic solution of 5 mg/mi. The coated strips were 
tested for fibrinogen adsorption. This test is generally 
used to indicate haemocompatibility . Normally, high 
4 0 fibrinogen binding indicates high platelet adhesion and 
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subsequent activation and thus poor haemocompatibility . 
The results of the test, that is of adsorbence at 450 na 
was, for the uncoated polyethylene, 0.494 and, for the 
polyethylene coated with the triphenylphosphonium compound, 
0,385. Both coated and uncoated polyethylene thus gave 
relatively high levels of fibrinogen adsorption. 

The- polyethylene coated with the triphenylphosphonium 
compound was assayed for platelet adhesion using an anti- 
GPIb antibody and platelet activation using an anti-P- 
selectin antibody. In these experiments, although both the 
uncoated and coated polyethylene showed high levels of 
platelet adhesion, the coated material did not show the 
high level of platelet activation normally associated with 
this level of adhesion. 
The results of the tests are as follows: 

Uncoated Uncoated Coated Coated 

Pit, adhesion Pit. -activation Pit, adhesion Pit- activation 

Abs.. 450 nm 0.479 0.550 0.456 0.125 

The coated and uncoated samples were also subjected to 
the S.E.M. test for platelet adhesion. The micrographs of 
• the coated sample reveal adhered platelets (as do the 
." uncoated controls), though the the platelets adhered to 
coated samples show less activation than those on the 

uncoated controls. 

Thus the triphenylphosphonium compound provides a 
material which allows platelet adhesion without concomitant 
activation. 

I* The amount of activated Factor XII (FXIIa) in plasma 

incubated with polyethylene or coated polyethylene was 
determined using the test described by Campbell et al (op., 
it. ) . The level of FXIIa in plasma is indicative of the 
extent to which the contact activation of the coagulation 

> cascade has been activated. The results are as follows: 

Uncoated Coated 

ng/ml Factor XII above 3.804 0.359 
plasma level 
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The results of the Factor Xlla assay clearly 
demonstrate that the coated material is superior to the 
uncoated polyethylene in that it causes reduced activation 
of the coagulation cascade. 
5 Exam ple 2 




CHCN/CHA'E*iN" 




ABN/BCAc/lPA 
r lauryi mtfrjcryiite 
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To 6-bromchexan-l-ol (10 g) in dry acetonitrile (200 
ml) was added tripher.yiphosphine (14. 5g) and the mixture 
was heated in a sealed vessel at 70 °C for 64 hours. The 
solvent was evaporated to dryness and the residue was 
5. dissolved in chlorcforra (150nl) and added dropwise to 
stirred diethylether (500ni) . The solid was allowed to 
settle and the supernatant was decanted and the residue 
washed with diethylether (100ml) and dried under vacuum 
over phosphorus per.tcxide. The solid was dissolved in 
10 dichloromethane (200ral) and subjected to Dean-Stark drying 
conditions at 70'C for six hours. The dried solution of 
hydroxyhexyltriphenylphosphonium bromide was kept until 

needed . 

To a cooled (-10°C) solution of phosphorus oxychloride 
15 (6.20g) in dry diethylether (60ml) was added, dropwise, a 
mixture of 2-hydroxyethylaethacrylate (HEMA, 5.34g) and 
triethylamine (4.15g) in .diethylether (40ml). The mixture 
was allowed to warm to room temperature and stirred for two 
hours. The solution was filtered and the filter bed washed 
20 with diethylether (30ml) . The combined solution and 
washings were evaporated and the residue dissolved in 
acetonitrile (40ml) and added to the solution of 
hydroxyhexyltriphenylphosphonium bromide together with 
triethylamine (4.15g) and stirred at room temperature for 

25 16 hours. 

Water (10 ml) and triethylamine (4.l5g) was added and 

stirring maintained for a further two hours. The solvent 

was evaporated, further water (30ml) was added and the 

solution was washed with a mixture of ethyl acetate and 

30 diethylether (1:1, 100ml). The aqueous layer was 
evaporated to dryness and azeotroped with benzene (x 3) to 
give a residue that was purified by silica gel 
chromatography (x 2) under a slight positive pressure, 
eluting with chloroform: methanol (9:1). Those fractions 

35 containing product were combined and evaporated to give a 
residue that was dissolved in chloroform (10ml) and washed 
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with water (10 nl) . The organic layer was evaporated to 
give the monomer, 720mg. 

: K-nmr (200 MHz,CDCl 3 ), 1.40 - 1.80 (3H,m), 1.95 (2H,s), 
3.65 (2H,m), 3.95 (2H,m), 4 . 10 ( 2H , m) , 4.30(2H,m) 
5 5.50 (1H,S), 6. 10(lH,s) , 7.60- 7.90(15H,m) 

Moncner (320g) was dissolved in isopropyl alcohol 
(11.5ml) and iauryl methacrylate (2.53g) in ethyl acetate 
(3 ml) was added. The mixture was heated under a constant 
flow of nitrogen for 24 hours at 65 °C after adding a-azo- 

10 iso-butyronitrile (4mg in ethyl acetate) (1ml). The 
solvents were evaporated and the residue was redissolved in 
methanol (5ml) and dripped into hexane - (100ml), The 
resulting solid was filtered off and the solvents were 
evaporated. The residue was titrated with hexane (x 3), 

15 centrifuging the mixture between each wash. The resulting 
pellet was dissolved in a mixture of methanol and water 
(1:1, 30ml), which was then evaporated to remove most of 
the methanol to leave a white aqueous suspension, which was 
filtered and dried to give the desired product, lOOmg. 

20 Vnmr (200 MHz, CDC1 3 /CD 3 0D) , .0.8 - 2.0 (173H,m) , 3.0-4.3 

(20H, m) , 7.6-3.0 (15H,tn) 

Gel permeation chromatograhy indicated an average 
- molecular weight of 580000 when compared to polymethyl 
methacrylate standards. 

25 The polymer was coated onto polyethylene strips from 

a 3mg/ml ethanolic solution. The coated strips were tested 
for fibrinogen adsorption. The results of the test, that 
is of absorbence at 450 nm was, for the uncoated 
polyethylene 0.398 and, for the polyethylene coated with 

30 triphenylphophonium compound, 0.600. Both coated and 
uncoated polyethylene thus gave relatively high levels of 

fibrinogen adsorption. 

The polyethylene coated with the triphenylphosphonium 
polymer was assayed for platelet adhesion using an anti- 
35 GPIb antibody and platelet activation using an anti-P- 
selectin antibody. In these experiments, although both the 
coated and uncoated polyethylene showed high levels of 



WO 95/20407 PCT/CB95/00161 

20 

* 

platelet adhesion, the coated material did not show the 
high level of platelet activation normally associated with 
this level of adhesion. Thus the triphenylphosphonium 
polymer provides a material which allows platelet adhesion 
without concomitant activation. The results of the tests 

are as follows: 

Uncoated Uncoated Coated Coated 

Pit, adhesion Pit, activation Pit, adhesion Ply gctivasign 

Abs..450 nm 0.479 0.550 0.456 0.125 
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CLAIMS 

1. A surface having pendant zwitterionic groups in which 
the atoms carrying the cationic charge has at least one 
nonofuncticnal substituent which is an aryl, heteroaryl or 

5 araikyi group. 

2 . A surface according to claim 1 in which the 
zwitterionic groups have the formula (I) -YWZ, in which one 
of Y and Z is a cationic moiety having the defined aryl 
substituent, and the other of Y and 2 is an anionic moiety 

10 and in which W is an alkylene (including cycloalkylehe and 
cycloalkyl alkylene) , arylene, heteroarylene or alkarylene 
group, in which any alkylene chain, including 
cycloalkylene, may be interrupted by one or more oxygen 
atoms, and any of which groups may be unsubstituted or 

15 substituted by nonionic non-interfering substituents. 

3. A substrate according to claim 2 in which Z is the 
cationic moiety. 

4. A surface according to claim 2 or 3 in which the 

■ 

zwitterionic group has the formula II: 
20 R 

., _ B W Ac H 



' -R'„ 



in which B is a divalent anionic moiety, 
W is as defined in claim 2, 
25 A is a nitrogen atom, a phosphorus atom or a sulphur 

atom, 

n is 1 when A is sulphur and 

n is 2 when A is nitrogen or phosphorus, 

R is an aryl, heteroaryl or alkaryl group, preferably 

3 0 aryl, usually phenyl, 

and the or each R 1 is independently selected from 
aryl, heteroaryl, aralkyl and alkyl groups and hydrogen 
atoms. 

5. A surf ace.- according to claim 1 in which each R is 
35 aryl, preferably phenyl. 

6. -' A surface according to claim 4 or claim 5 in which the 

group 3 is 
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— x 1 — ? — x 2 — III 

i 
I 

O 
& 

in which X 1 and X 2 are independently . selected from a 
bond, -O-, -NH- and -S-. 

7. A surface according to any of claims 2 to 6 in which 
W is an alkylene group comprising at least 6 carbon atoms, 
separating the anionic and cationic moieties. 

8. "A surface according to any of claims 2 to 7 in which 
the group YWZ is part of a compound of the formula VI in 
which R 3 and R 4 represent the same or different C W4 alkyl 
or alkanoyl groups. 

9. A surface according to any of claim 2 to 7 in which 
the zwitterionic group is part of a compound of the formula 
VIII R 5 



R 3 -C-CH 2 -Y-W-Z VIII 

A* 

in which each R 8 is the same and represents R -E- where E 
is a valence bond or. a linking group selected from 
-0-, -S-, -NH-, -00(0)-, -C(0)-0-, -SC(0)-, -C(0)-S-, 
-NHC(0)-, -C(0)-NK-, -00(0)0-, -50(0)0-, -NHC(0)0-, 
-OC(0)S--, -30(0)3-, -NHC(0)S-, -0C(0)NH-, -SC(0)NK- and - 

NHC(0)NH- and R 9 is hydrogen, alkyl, alkenyl or alkynyl of 
up to 25 carbon atoms, optionally containing one or more 
etheric oxygen atoms and unsubstituted or substituted by 
one or more fluorine atoms and/or functional groups capable 
of reacting to provide covalent attachment to a surface 
and/or polymerisable groups. 

10. A surface according to claim 9 in which E is -O- and 
R 9 is a linear C 8 . 2t -alkyl or -alkanoyl group. 

11. A surface according to any of claims 2 to 7 in which 
the zwitterionic group is part of a polymer produced by 
polymerising a monomer of the formula IX 

R 10 0 



CH 2 =C -C-G-Y-W-Z IX 
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in which R'° is hydrogen or alkyl, preferably methyl, 

12 1* *2 11 

and G is -O-R or -N(R')-R'- and R is hydrogen or C«- 
alkyl or R 12 -Y-W-Z and R 12 is C,. t2 aikylene, preferably c 2 . 6 
aikylene. 

5 12. A surface . according to claim 11 in which the polymer 
is a copolymer of the monomer of the formula IX and a 
copolymerisable C 3 . 2; -alkyl (alk) acrylate. 

13. A conoound of the formula X 

0 R 

1° 2 i il 2 / 

R - X - P - X - W - A X 

e 

15 in which B is a divalent anionic moiety, 

W is as defined in claim 2, 

A is a nitrogen atom, a phosphorus atom or a sulphur. 

atom, 

n is 1 when A is sulphur and 
20 n is 2 when A is nitrogen or phosphorus, 

R is an aryl, heteroaryl or alkaryl group, preferably 
aryi, usually phenyl, 

and .the or each R 1 is independently selected from 
aryl, heteroaryl, aralkyl and alkyl groups and hydrogen 
25 atoms, 

X 1 and X 2 are independently selected from a bond, -O-, 

-KH- and -S- and 

R 2 represents a group which can react with or adsorbs 
onto a surface or can react with a polymer or which can 
30 polymerise or is a polymer residue. 

14 . A compound according to claim 13 in which R 2 is a 
group R 5 



35 



R 8 _C-ch 2 - VI11 

,3 



9 

in which each' R 3 is the same and represents R -E- where E 
is a valence bond or a linking group selected from 
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-0-, -S-, -NH-, -00(0)-, -C(O) -0-, -SC(0)-, -C(0)-S-, 
-NHC(0)-, -C(0) -NH-, -00(0)0-, -SC(0)0-, -NHC(0)0r, 
-0C(0)S-, -SC(0)S-, -NHC(0)S-, -00 (O) NH- , ■ -SC (O) NH- and - 
NHC(C)NK- and R ? is hydrogen, alkyl, alkenyl or alkynyl of 
ud to 25 carbon atoms, optionally containing one or more 
etheric' oxygen atoms and unsubstituted or substituted by 
one or more fluorine atoms and/or functional groups capable 
of reacting to provide covalent attachment to a surface 
and/or polymer isable groups. 

15, A compound according to claim 14 in which E is -o- and 
R 9 is a linear C 3 _ 24 -alkyl or -alkanoyl group. 

16. A monomer of the formula IX 



R 0 



I 

CH 2 =C -C-G-Y-W-2 
in which R 10 is hydrogen or C w alkyl, preferably methyl, 
;;nd G is -0-R 12 or -N (R 11 ) -R 12 -, in which R 11 is hydrogen, 
alkyl or R 12 -Y-W-Z and R 12 is C,. 12 alkylene, preferably C 2 . 6 
alkylene. 

17. A polymer formed by polymerising a monomer according 
to claim 16. 

13. A polymer according to claim 17 in which the monomer 
is copolymerised with a copolymerisable C-. 24 -alkyl 
(alk) acrylate, preferably a C 12 . l8 linear alkyl methacrylate, 
comonomer . 

19. A process in which a substrate surface is coated with 
a comoound comorising a zwitterionic group as defined in 
any of claims 1 to 12. 

20. A process according to claim 19 in which the compound 
is a polymer according to claim 17 or claim 18. 

21. Use of a zwitterionic group as defined in any of 
claims 1 to 12 to improve the biocompatibility , 
haemocompatibility and/or hydrophilicity of a substrate. 

22. Use according to claim 21 in which the adhesion of 
platelets to the substrate is substantially unaffected by 
the zwitterionic groups. 
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23. A blood contacting device having a blood contacting 
surface which is a surface according to any of claims 1 to 
12, 

24. A device according to claim 23 which is an implantable 
prosthesis* 



INTERNATIONAL SEARCH REPORT 



Intern Application No 

PCT/G3 95/00161 



v » jlassifica no n of subject mapter 
IPC 5 A61L32/00 A61L27/00 C08F30/02 C07F9/54 



Accsrsinz to Ir/zmaaonai Pitent Casancaaon * IPC. or to-coth naacnal :iassifieaacn and IPC 



8. FIELDS SEARCHED 



Minimum c ocirr.cn uaon scarcnea > oasincaoon t-vnem toilowca ov ctassnieaoon svmoouj 

IPC 5 A61L C07F CC8F 



Oocurr.cnuocn '.earcned ocier z\xn minimum documentation :o we extent out men aocuments xrc induce a in *«ne rieias searcnea 



Electro rue jau case consulted junng Tie ir.ccrruaoruj searcn iname ot uu due and. '-vnere pracacai. learcn icrms uses) 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 


Category * j Cub on oi document, with indicia on, wnere appropriate, ot' the relevant passages 


{ Relevant to claim No. 

* i 


Y ; V0.A.91 13639 (BIOCOMPATIBLES LTD.) 19 
September 1991 
see the whole document 


' 1-24 

* 
> 

i 



WO, A, 92 07858 (BIOCOMPATIBLES 170. ) 14 May 
1992 

see the whole document 

W0, A, 92 21386 (BIOCOMPATIBLES LTD.) 10 

December 1992 

see the whole document 

EP.A.O 032'' 622 (CHAPMAN, DENNIS) 29 July 
1981 

see the whole document 

-/— 



1-24 



i-24 



1-24 



| Further documents are listed in the ccnanuaoon of box C. 



LD 



Patent family members are listed in annex. 



* Specai categories of ctea document! : 

"A* document defining 3ie general state of the art which is not 
considered to be of pancular relevance 

'E* earlier document but published on or after the tnternaqonal 
filing date 

*L* document **hich may throw doubts on pnonty daimfs) or 
-«rueh is a ted to esuclisn the publication date of anotner 
citation or other tpecal reason (as specified* 

"O" document rrt'emng to an oral disclosure, use, exhibition or 
otner means 

*p' document published prior to the international filing date but 
later than the priority date claimed 



T* later document published after the international filing date 
or priority date and not tn conflict with the acpiieaaon but 
cted to understand the principle or theory underlying the 
in vena on 

*X* document of particular relevance: the claimed invention 
cannot be considered novel or 'cannot be considered to 
involve an tnvenave step wnen the document is taken alone 

"Y" document of parocular relevance; the claimed invention 
cannot be considered to involve an inventive step *hen the 
document is combined with one or more other sucn docu- 
ments, such combination being oovious to a person stilled 
in the art. 

document member of the same patent family 



Date of the acmi complecon of the internaaorat search 

15 March 1995 



Date of mailing of the tntenuDonal searcn report 

29.03.95 



Name and mailing address of the ISA 

European Patent Office. P.B. 541 S Patenllaan 2 
NL * ::S0 HV RiTSwijk 
Td.( - 31 -~0) 3*0-:O40. Tx. 31 651 epo nl, 
Fax(-3l-"0) 340-3016 



Authonzed officer 



Beslier, L 



Form ?CT ISA ilS U«cn« i#t«» Uuly 



page 1 of 2 



INTERNATIONAL SEARCH REPORT 



Intern il Application No 

PCT/GB 95/00161 



* 

C.(Cononuioon) DOCUMENTS CONSIDERED TO BE RELEVANT 




i 


Category ' C:uaon of document. -*nft indication. -*nere appropriate. 01 tne relevant paoiftt 

• 


Relevant 'j> claim .No. 

i 


■ 

i 

i 


X PHARMAZIE (PHARAT, 00217144) ; 79; VOL.34 
(12); PP.845, KARL-MARX-UN IV. ;SE;<T. 
BIOWISS.; LEIPZIG; 00R-7O1; GER. OEM. REP. 




— 1 

■ 
i 



p v 



P.Y 



1 



Kertscher P et al 'Trimethylammonium group 
substitution of phosphatidylcholine by 
other onium groups 1 
see the whole document 

* 

WO, A, 94 16748 (BIOCOMPATIBLES LTD.) 4 
August 1994 

cited in the application 

W0.A.94 16749 (BIOCOMPATIBLES LTD.) 
January 1924 
cited in the application 
see particularly example 7 



1-24 



1-24 



Form PCTtSA-'JlO (cofttinyiuon of tfcond iami) (July 19921 



page 2 of 2 



INTERNATIONAL SEARCH REPORT 

iniomuaon on patent iinuiy mcmoqi 



[nun *ju Application No 

PCT/GB 95/00161 



Patent document 
cited in seven report 



Publication 
daxe 



Patent fimtiy 
memcen $) 



Publication 

<l2££ 



W0-A-9 113639 


19-09-91 


£?-A- 


0518959 


23-12-92 




* 


JP-T- 


5505121' 


05-08-93 


j(U A :tU / 03o 






0556216 


25-08-93 






jP-T- 


6301697 


24-02-94 






EP-A- 


0641226 


08-03-95 






jP-T- 


6507558 


01-09-94. 






or"l" 


1684880 


31-07-92 






1D-Q- 

Jr D 




ZZ-0/-91 






10 — A — 
Urn 




Ub-iU-oo 






Or I 


1 CQC7 1 Q 
1003/ XO 












uo uo-y i 






JP-A- 


63277064 


15-11-38 






JP-C- 


1656304 


13-04-92 






JP-B- 


3014838 


27-02-91 






JP-A- 


56135492 


22-10-81 






JP-A- 


1158013 


21-06-89 






JP-C- 


1829269 


15-03-94 






jp-a- 


5025883 


14-04-93 






US-A- 


4348329 


07-09-82 


*fO-A-94 16748 


04-08-94 


N0NE 


* • 




WO-A-94 16749 


04-08-94 


NONE 







Form PCT ISA/ 219 lp«uM fun jy uin«x> {Ivif 1972) 



